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The role of spliceosomal introns in eukaryotic genomes remains obscure. A large scale analysis of intron presence/absence
patterns in many gene families and species is a necessary step to clarify the role of these introns. In this analysis, we used
a maximum likelihood method to reconstruct the evolution of 2,961 introns in a dataset of 76 ribosomal protein genes from 22
eukaryotes and validated the results by a maximum parsimony method. Our results show that the trends of intron gain and
loss differed across species in a given kingdom but appeared to be consistent within subphyla. Most subphyla in the dataset
diverged around 1 billion years ago, when the ‘‘Big Bang’’ radiation occurred. We speculate that spliceosomal introns may play
a role in the explosion of many eukaryotes at the Big Bang radiation.
Citation: Yoshihama M, Nguyen HD, Kenmochi N (2007) Intron Dynamics in Ribosomal Protein Genes. PLoS ONE 2(1): e141. doi:10.1371/
journal.pone.0000141
INTRODUCTION
Many spliceosomal introns, which are non-coding DNA se-
quences, exist in eukaryotic nuclear genes. Their role in the
genome, however, remains poorly understood. From the view of
eukaryotic evolution, it is very important to know why exon/
intron structures of genes differ across species and what the effects
of intron gain and loss are. In order to clarify these issues, we must
first reconstruct the process of intron gain and loss during
eukaryotic evolution. This task became possible recently with the
availability of many completely sequenced genomes. In a repre-
sentative study, Rogozin et al. [1] compiled a dataset of 684 gene
orthologs from eight eukaryotes and used a maximum parsimony
method to infer the evolution of introns in this dataset. The results
of applying maximum likelihood methods to the same dataset were
reported later [2–4]. Although the number of species in the dataset
is not very large and the different methods inferred different
patterns of intron gain and loss, it became clear that: (i) from 15%
to 25% of present-day introns were already present in the last
common ancestor of plantae, metazoa, and fungi, and (ii) many
introns were gained after this divergence [1–4].
We have recently compiled a dataset of ribosomal protein (RP)
genes [5]. RP genes offer several advantages for studying intron
evolution [6–8]. First, they exist in all species and, as they are
involved in the vital process of translation, they are well conserved
throughout evolution [9,10]. Thus, it is fairly easy to compare
intron positions in RP genes across a wide range of distantly
diverged species. Second, there are a large number of conserved
RP gene families. For instance, 79 distinct RPs are found in
humans and of these 79, 78 are also found in yeast. Third, introns
also exist in RP genes of very deep-branching eukaryotes that
harbor very few introns, such as Giardia lamblia [11,12]. With these
advantages, we expect that RP genes will become a powerful tool
for discovering the roles of spliceosomal introns.
RESULTS
Compilation of the dataset and phylogenetic
analysis
We compiled a dataset of 76 RP gene orthologs from 22
eukaryotes. The phylogenetic tree of these 22 species is depicted
in Figure 1. These 22 species belong to four kingdoms, metazoa,
fungi, protozoa, and plantae, and cover 14 different subphyla. The
conserved regions of this dataset included 2,961 introns located at
1,182 different positions. To the best of our knowledge, this is the
first time a dataset with this many gene families and species has
been used for studying intron evolution.
Patterns of intron gain and loss in 22 species
We first used our recently developed maximum likelihood (ML)
method [4] to infer the process of intron gain and loss (Figure 2A).
We also used a maximum parsimony method to validate the result
of the ML method, because the ML method may produce
unreliable results when the data sample is small (Figure 2B). Since
the two results show similar patterns of intron gain and loss in most
subphyla of the dataset (the largest differences are in the two plant
subphyla), the results from the ML method were used for
subsequent analyses.
The most significant feature in Figure 2 is that species belonging
to a given subphylum show similar trends of intron gain and loss.
For example, all three species in insecta (subphylum 3 in Figure 2)
show trends toward decreasing introns, whereas all three species in
pezizomycotina (subphylum 5) show trends toward increasing
introns. There is, however, no consensus trend of intron gain and
loss among species of a given kingdom. This fact is most notable in
the fungus kingdom. The subphyla pezizomycotina (subphylum 5)
and hymenomycetes (subphylum 8) trended toward increasing
introns, whereas the three other subphyla [saccharomycotina
(subphylum 6), schizosaccharomycetes (subphylum 7), and ustila-
ginomycetes (subphylum 9)] showed the opposite trend. There is
also no consensus trend of intron gain and loss among species of
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multicellular species, introns decreased in insecta (subphylum 3)
and nematoda (subphylum 4) but increased in Coprinus cinerea and
pezizomycotina (mycelium, subphylum 5). Likewise, introns
increased in the unicellular species Cryptococcus neoformans but
decreased in saccharomycotina (subphylum 6) and schizosacchar-
omycetes (subphylum 7). Similar results were also obtained in an
analysis using 13 additional fungal species (data not shown).
Intron gain and loss and the speciation of
eukaryotes
Figure 3 shows the numbers of intron gains and losses divided into
three periods of time (the timescale is based on that of Hedges and
colleagues [13,14]). The numbers of intron gains and losses are
similar for each species in a given subphylum containing multiple
species, but they clearly differ across subphyla. For example,
during the period from 1.5 to 0 billion years ago (Ga), vertebrata
(subphylum 1) had more intron gains than losses (,155 gains
versus ,58 losses on average). In contrast, insecta (subphylum 3)
had more intron losses than gains (,165 losses versus ,132 gains
on average). In particular, the excess of intron losses over gains in
Drosophila melanogaster and Anopheles gambiae were very strong during
the period from 1.0 to 0 Ga (,151 losses versus ,20 gains on
average).
During the period from 1.5 to 0 Ga, the species with the most
intron gains was Stagonospora nodorum (275 introns), and the species
with the fewest gains was Dictyostelium discoideum (26 introns).
During this period, the species with the most intron losses was
Saccharomyces cerevisiae (255 introns), and the species with the
fewest losses was Homo sapiens (57 introns). The patterns of intron
gain and loss were most complicated in fungi. The number of
intron losses in Magnaporthe grisea since the crown ancestor was
220, whereas the number of gains was 230. During the period
from 1.5 to 0 Ga, fungal species in average experienced 2.2
intron gains and 2.6 intron losses per gene (as 168 gains and 198
losses in 76 genes). In contrast, humans experienced 2.0 intron
gains and 0.8 intron losses per gene (as 155 gains and 57 losses in
76 genes).
DISCUSSION
In this study, we have analyzed intron dynamics in 76 RP gene
families from 22 species. So far, there has been no analysis that
used such a large dataset with many gene families and species. On
one hand, the results inferred from the RP genes are mostly in-line
with previous studies using fewer species. For example, when the
same maximum likelihood was used, the trends of intron gains and
losses in seven species of the 684-ortholog dataset [1,4] are similar
to those presented here. In addition, the finding that species with
short generation time have a trend of losing their introns [15,16]
can also be observed in this study. On the other hand, RP genes
are easier to extend to more species because they are not too
large in number and are highly conserved. Thus, we believe that
RP genes are a suitable dataset for studying the evolution of
introns.
When the intron dynamics in RP genes from 22 species were
viewed together, it becomes clear that the trends of intron gains
and losses differ across species in a given kingdom but are similar
within subphyla. It has been proposed that most subphyla in
our dataset diverged around 1 Ga [13], when an explosion of
eukaryotes occurred (the Big Bang hypothesis) [17]. Furthermore,
Babenko et al. [18] suggested that intensive intron gains and losses
occurred during limited time spans, perhaps coinciding with major
evolutionary transitions. Therefore, we speculate that there may
be a relationship between the process of intron gain and loss and
the divergence of species at the Big Bang radiation.
Several roles have been proposed for spliceosomal introns. One
of these is to increase the variation of proteins through alternative
splicing [19–21]. Because alternative splicing is found in both
multicellular plants and animals, it was proposed to be a necessary
tool for the evolution of eukaryotic complexity [22]. However,
although 40% to 50% of human genes are currently estimated to
have splicing variations [19–21], genes without splicing variations
also exist. In fact, almost no alternative splicing of human RP
genes has been reported so far.
If alternative splicing is not the only role of introns, what are
other roles? We speculate that there is a relationship between
introns and non-coding RNAs (ncRNAs) and, through the process
of intron gain and loss, introns may affect the variation of
expression of ncRNAs to become a force for the speciation of
eukaryotes. There are several lines of supporting evidence for this
speculation. First, some ncRNAs are transcribed from introns in
protein coding genes [23]. In fact, many small nucleolar RNAs
(snoRNAs) are encoded by introns of RP genes in vertebrates
[5,6]. These snoRNAs are expressed through the splicing of the
pre-mRNAs of RP genes and act as RNA molecules after they are
spliced out from the introns [24,25]. Second, the finding that
adaptive changes to non-coding DNA might have been more
common in the evolution of D. melanogaster [26] suggests that
Figure 1. The Phylogenetic Tree of the 22 Eukaryotes in the Dataset.
All conserved amino acids regions in 76 RP genes were used to
generate the tree. The tree with bootstrap values in percentages was
built using the Seqboot (1000 replicates), Protdist, Neighbor, and
Consense programs of the PHYLIP package [28]. The taxonomy is based
on that of NCBI (http://www.ncbi.nlm.nih.gov/Taxonomy/) and ITIS
(http://www.itis.usda.gov/index.html). Hs, Homo sapiens;F r ,Fugu
rubripes;C i ,Ciona intestinalis;D m ,Drosophila melanogaster;A g ,
Anopheles gambiae; Am, Apis mellifera; Ce, Caenorhabditi elegans; Mg,
Magnaporthe grisea;F g ,Fusarium graminearum; Sn, Stagonospora
nodorum; Yl, Yarrowia lipolytica; Sc, Saccharomyces cerevisiae; Sp,
Schizosaccharomyces pombe; Cc, Coprinus cinerea; Cn, Cryptococcus
neoformans; Um, Ustilago maydis; Ro, Rhizopus oryzae; Dd, Dictyostelium
discoideum; At, Arabidopsis thaliana; Os, Oryza sativa; Cr, Chlamydomo-
nas reinhardtii; Pf, Plasmodium falciparum; 1, vertebrata; 2, urochordata;
3, insecta; 4, nematoda; 5, pezizomycotina; 6, saccharomycotina;
7, schizosaccharomycetes; 8, hymenomycetes; 9, ustilaginomycetes;
10, zycomycetes; 11, mycetozoa; 12, magnoliophyta; 13, chlorophyta;
14, apicomplexa.
doi:10.1371/journal.pone.0000141.g001
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PLoS ONE | www.plosone.org 2 January 2007 | Issue 1 | e141Figure 2. Patterns of Intron Gain and Loss. (A) Likelihood results. (B) Parsimony results. Numbers of introns present in modern species (known) are in
black. Numbers of introns present in ancestors (estimated) are in green. Numbers of gains and losses (estimated) are in red and blue, respectively.
Branches that experienced .1.5 gains per loss are shown in red and those that experienced .1.5 losses per gain are in blue. Abbreviations are the
same as in Figure 1.
doi:10.1371/journal.pone.0000141.g002
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eukaryotes. Third, ncRNAs have been proposed to be involved in
the development of multicellular species [22,23]. Therefore, we
speculate that eukaryotic introns may function as carriers for
ncRNAs and, through the process of intron gain and loss, may
affect the level and variation of expression of ncRNAs.
MATERIALS AND METHODS
Compilation of the dataset
The RP genes of 8 eukaryotes (H. sapiens, Ciona intestinalis, D.
melanogaster, Caenorhabditi elegans, Schizosaccharomyces pombe, S. cerevi-
siae, Arabidopsis thaliana, and Plasmodium falciparum) were taken from
the manually curated Ribosomal Protein Gene database (RPG,
http://ribosome.med.miyazaki-u.ac.jp) [5]. The RP gene se-
quences of other species were collected by performing a BLAST
search using human RP genes as queries. Their gene structures
were then manually constructed both by using annotation (if
available) and by aligning their sequences with those of other
species. Finally, the constructed genes were used as queries to
a BLAST search against the human genes to ensure that they and
the human RP genes are reciprocal best hits. Genome homepages
for the different species we investigated are as follows: H. sapiens, A.
gambiae, and Apis mellifera (ENSEMBL, http://www.ensembl.org/
index.html); D. melanogaster (FlyBase, http://flybase.net/); C. elegans
(WormBase, http://www.wormbase.org/); S. pombe (http://www.
sanger.ac.uk/Projects/S_pombe/); S. cerevisiae (SGD, http://www.
yeastgenome.org/); M. grisea, Fusarium graminearum, S. nodorum, C.
cinerea, C. neoformans, Ustilago maydis, and Rhizopus oryzae (Fungal
Genome Initiative, http://www.broad.mit.edu/annotation/fgi/);
Yarrowia lipolytica (NCBI, ftp://ftp.ncbi.nih.gov/genomes/Fungi/
Yarrowia_lipolytica_CLIB99); D. discoideum (dictyBase, http://
www.dictybase.org/); A. thaliana (TAIR, http://www.arabidopsis.
org/info/agi.jsp); Oryza sativa (TIGR, http://www.tigr.org/tdb/
e2k1/osa1/); C. intestinalis, Chlamydomonas reinhardtii,a n dFugu rubripes,
(JGI, http://genome.jgi-psf.org/euk_cur1.html); and P. falciparum
(http://www.sanger.ac.uk/Projects/P_falciparum/). When a gene
existed in multiple copies in a given species, the copy with the most
introns was used. The sequences of the 76 orthologs of RP genes are
available at http://ribosome.miyazaki-med.ac.jp/.
Construction of intron presence/absence matrix and
phylogenetic tree
Multiple sequence alignments for each of the gene orthologs were
built using ClustalW [27], and an ad hoc program was written in the
C programming language to extract the intron presence/absence
matrix (Dataset S1) and conserved amino acid regions of these align-
ments. The conserved amino acid regions were then concatenated
together and the Seqboot (1000 replicates), Protdist, Neighbor, and
Consense programs of the PHYLIP package [28] were used to build
a neighbor-joining tree with bootstrap values (Figure 1).
Inference of intron evolution
Two methods, maximum likelihood [4] and maximum parsimony
[7], were used for inferring the patterns of intron gains and losses.
Both methods take as input the intron presence/absence matrix
and the phylogenetic tree (with P. falciparum as the out-group). In
a previous analysis of intron evolution [4], we have shown that
there are ,42,000 possible sites for intron insertion, but the
number of introns at the root of the phylogenetic tree is rather
small (we estimated it to be ,450, which equals the number of
introns in P. falciparum). Therefore, the cost function in the
maximum parsimony method was modified as follows:
Cost~ 1zlogK ðÞ |gainszlossesz
logl, if sr~1
log 1{l ðÞ , if sr~0

where gains and losses are the numbers of intron gains and losses; K
is the ratio between rate of loss and rate of gain; l shows the
fraction of introns present at the root of the phylogenetic tree; and
sr=0 or 1 means intron absence or presence at the root. The
values K=500 and l=0.01 were used here.
Figure 3. Intron Gains and Losses Over Time. The numbers of intron gains and losses are divided into three periods of time: 0.5–0 Ga (black); 1.0–0.5
Ga (gray), and 1.5–1.0 Ga (white). The timescale is based on that of Hedges and colleagues [13,14]. Ga, billion years ago; other abbreviations are the
same as in Figure 1.
doi:10.1371/journal.pone.0000141.g003
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Dataset S1 Matrix of the Entire Set of Intron Presences and
Absences.
Found at: doi:10.1371/journal.pone.0000141.s001 (0.03 MB
TXT)
ACKNOWLEDGMENTS
We thank A. Nakao and M. Nagatomo for their help in the preparation of
the dataset.
Author Contributions
Conceived and designed the experiments: NK MY HN. Performed the
experiments: MY. Analyzed the data: NK MY HN. Wrote the paper: NK
MY HN.
REFERENCES
1. Rogozin IB, Wolf YI, Sorokin AV, Mirkin BG, Koonin EV (2003) Remarkable
interkingdom conservation of intron positions and massive, lineage-specific
intron loss and gain in eukaryotic evolution. Curr Biol 13: 1512–1517.
2. Roy SW, Gilbert W (2005) Rates of intron loss and gain: implications for early
eukaryotic evolution. Proc Natl Acad Sci U S A 102: 5773–5778.
3. Csu ¨ro ¨s M (2005) Likely scenarios of intron evolution. In: McLysaght A,
Huson D, eds. Proceedings of the Comparative Genomics: RECOMB 2005
International Workshop; 18–20 September 2005; Dublin, Ireland. Berlin:
Springer-Verlag. Lecture Notes in Bioinformatics 3678: 47–60.
4. Nguyen DH, Yoshihama M, Kenmochi N (2005) New maximum likelihood
estimators for eukaryotic intron evolution. PLoS Comput Biol 1: e79.
5. Nakao A, Yoshihama M, Kenmochi N (2004) RPG: the Ribosomal Protein
Gene database. Nucleic Acids Res 32: D168–170.
6. Yoshihama M, Uechi T, Asakawa S, Kawasaki K, Kato S, et al. (2002) The
human ribosomal protein genes: sequencing and comparative analysis of 73
genes. Genome Res 12: 379–390.
7. Yoshihama M, Nguyen DH, Kenmochi N (2006) Analysis of ribosomal protein
gene structures: implications for intron evolution. PLoS Genet 2: e25.
8. Nguyen HD, Yoshihama M, Kenmochi N (2006) Phase distribution of
spliceosomal introns: implications for intron origin. BMC Evol Biol 6: 69.
9. Wool IG (1979) The structure and function of eukaryotic ribosomes. Annu Rev
Biochem 48: 719–754.
10. Kenmochi N (2003) Ribosomes and ribosomal proteins. In: Cooper DN, ed.
Nature Encyclopedia of the Human Genome. London: Nature Publishing
Group. pp. 77–82.
11. Nixon JE, Wang A, Morrison HG, McArthur AG, Sogin ML, et al. (2002) A
spliceosomal intron in Giardia lamblia. Proc Natl Acad Sci U S A 99: 3701–3705.
12. Russell AG, Shutt TE, Watkins RF, Gray MW (2005) An ancient spliceosomal
intron in the ribosomal protein L7a gene (Rpl7a) of Giardia lamblia. BMC Evol
Biol 5: 45.
13. Hedges SB (2002) The origin and evolution of model organisms. Nat Rev Genet
3: 838–849.
14. Battistuzzi FU, Feijao A, Hedges SB (2004) A genomic timescale of prokaryote
evolution: insights into the origin of methanogenesis, phototrophy, and the
colonization of land. BMC Evol Biol 4: 44.
15. Roy SW, Fedorov A, Gilbert W (2003) Large-scale comparison of intron
positions in mammalian genes shows intron loss but no gain. Proc Natl Acad
Sci U S A 100: 7158–7162.
16. Zdobnov EM, von Mering C, Letunic I, Torrents D, Suyama M, et al. (2002)
Comparative genome and proteome analysis of Anopheles gambiae and Drosophila
melanogaster. Science 298: 149–159.
17. Philippe H, Ger mot A (2000) The new phylogeny of eukaryotes. Curr Opin
Genet Dev 10: 596–601.
18. Babenko VN, Rogozin IB, Mekhedov SL, Koonin EV (2004) Prevalence of
intron gain over intron loss in the evolution of paralogous gene families. Nucleic
Acids Res 32: 3724–3733.
19. Brett D, Pospisil H, Valcarcel J, Reich J, Bork P (2002) Alternative splicing and
genome complexity. Nat Genet 30: 29–30.
20. The International Genome Sequencing Consortium (2001) Initial sequencing
and analysis of the human genome. Nature 409: 860–921.
21. Venter CJ, Adams MD, Myers EW, Li PW, Mural RJ, et al. (2001) The
sequence of the human genome. Science 291: 1304–1351.
22. Jeffares DC, Mourier T, Penny D (2006) The biology of intron gain and loss.
Trends Genet 22: 16–22.
23. Mattick JS, Gagen MJ (2001) The evolution of controlled multitasked gene
networks: the role of introns and other noncoding RNAs in the development of
complex organisms. Mol Biol Evol 18: 1611–1630.
24. Maxwell ES, Fournier MJ (1995) The small nucleolar RNAs. Annu Rev
Biochem 64: 897–943.
25. Tycowski KT, Shu MD, Steitz JA (1996) A mammalian gene with introns
instead of exons generating stable RNA products. Nature 379: 464–466.
26. Andolfatto P (2005) Adaptive evolution of non-coding DNA in Drosophila. Nature
437: 1149–1152.
27. Thompson JD, Higgins DG, Gibson TJ (1994) CLUSTAL W: Improving the
sensitivity of progressive multiple sequence alignment through sequence
weighting, position-specific gap penalties and weight matrix choice. Nucleic
Acids Res 22: 4673–4680.
28. Felsenstein J (1993) PHYLIP (Phylogeny Inference Package) version 3.5c. Distributed
by the author, Department of Genetics, University of Washington, Seattle, WA.
Intron Dynamics in RP Genes
PLoS ONE | www.plosone.org 5 January 2007 | Issue 1 | e141